In order to raise a specific antibody against met-mPRL, 1mg of highly purified met-mPRL13) in Freund's complete adjuvant (FCA) was subcutaneously injected into New Zealand rabbits. Booster injections of 0.5mg of met-mPRL in FCA were given three times every 2 weeks. The rabbits were bled 1 week after the last injection.
The antiserum was precipitated with 50% ammonium sulfate. The precipitate was resuspended in 0.01M phosphate buffered saline (PBS), and precipitated again with ammonium sulfate to 33% of final concentration.
The precipitate was dissolved in 25mM sodium phosphate buffer, pH8.0 and dialyzed against this buffer. Immunoglobulins were further purified by the DE-52 (Whatman) anion exchange chromatography.
Purified anti-met-mPRL IgG was labeled with horseradish peroxidase (HRP) according to the method of WILSON and NAKANE12) ELISA: In this assay, antibodies were immobilized on the solid phase of polystyrene microtiter plates (96 wells, flat bottom, Falcon 3912) in order to capture the antigen. Purified
Met-mPRL was serially diluted (1.25-160ng/ ml) in 10mM PBS and 20% Blockace. A Blockace). After washing with three changes of PBS-T, the wells were filled with the enzyme substrate solution (0.1% o-phenylenediamine and 0.02% H2O2 in 50mM citrate phosphate buffer, pH5.0). The plates were incubated for 20min at room temperature. The absorbance of the final reaction product was measured at 492nm using a BioRad EIA reader blanking with met-mPRL-free wells.
The sera obtained from ten mice were pooled and provided for measurements several times either in the same or in different plates. For each subjects the mean and the standard deviation (SD) were calculated as well as the intraand interassay coefficients of variation (CV).
Results and Discussion
Highly purified met-mPRL was used to develop an ELISA for the quantitative determination of mPRL in serum. For this purpose the hormone was injected into rabbits in order to raise polyclonal antibodies.
The antibodies were used in a sandwich immunoassay for mPRL, with the HRP-labeled second antibody.
The standard curve for mPRL is shown in Fig 1. The values plotted were the mean of CVs of each point ranged from 3.26% to 11.8% for the absorbance.
The intra-and interassay coefficients of variation were estimated by measuring the sera pooled from ten animals. Mouse PRL concentrations in the samples tested ranged between 5 and 50ng/ml; the intraassay CVs ranged between 5.84 and 11.4%(n=6) and the interassay CV was 20.5% (n=10).
As far as the precision of the method is concerned, the coefficients of intraassay variation are comparable to those reported for PRLs from other species using ELISA2,9) as well as that in the mouse11). However, interassay variation seems to be inferior to those in previous reports.
In conclusion, we have developed an ELISA for measuring mPRL in serum which is sensitive to be as low as 1ng of mPRL per ml. 
